Fidaxomicin is bactericidal against Clostridium difficile. The combined results of 8 in vitro studies of 1323 C. difficile isolates showed the minimum inhibitory concentration (MIC) range of fidaxomicin to be ≤0.001-1 μg/mL, with a maximum MIC for inhibition of 90% of organisms (MIC 90 ) of 0.5 μg/mL. Isolates from 2 phase III clinical trials demonstrated that fidaxomicin MICs of baseline isolates did not predict clinical cure, failure, or recurrence of C. difficile infections. No resistance to fidaxomicin developed during treatment in either study, although a single strain recovered from a cured patient had an elevated MIC of 16 µg/mL at the time of recurrence. For 135 strains, OP-1118, a major metabolite, had an MIC for inhibition of 50% of organisms of 4 μg/mL and an MIC 90 of 8 μg/mL. Changes in inoculum size (10 2 -10 5 colony-forming units/ spot) or cation concentrations of calcium or magnesium appeared to have no effect on fidaxomicin MICs. Fidaxomicin has little or no activity against gram-negative aerobes and anaerobes or yeast.
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Fidaxomicin is bactericidal against Clostridium difficile. The combined results of 8 in vitro studies of 1323 C. difficile isolates showed the minimum inhibitory concentration (MIC) range of fidaxomicin to be ≤0.001-1 μg/mL, with a maximum MIC for inhibition of 90% of organisms (MIC 90 ) of 0.5 μg/mL. Isolates from 2 phase III clinical trials demonstrated that fidaxomicin MICs of baseline isolates did not predict clinical cure, failure, or recurrence of C. difficile infections. No resistance to fidaxomicin developed during treatment in either study, although a single strain recovered from a cured patient had an elevated MIC of 16 µg/mL at the time of recurrence. For 135 strains, OP-1118, a major metabolite, had an MIC for inhibition of 50% of organisms of 4 μg/mL and an MIC 90 of 8 μg/mL. Changes in inoculum size (10 2 -10 5 colony-forming units/ spot) or cation concentrations of calcium or magnesium appeared to have no effect on fidaxomicin MICs. Fidaxomicin has little or no activity against gram-negative aerobes and anaerobes or yeast.
In 1991, Swanson et al [1] evaluated the in vitro activity of tiacumicin B (now fidaxomicin) isolated from the fermentation broth of Dactylosporangium aurantiacum subspecies hamdenensis [2] against Clostridium difficile. Fidaxomicin (formerly designated OPT-80 and PAR-101) has been developed for the treatment of C. difficile-associated diarrhea and is a potent new macrocyclic antibiotic that targets RNA polymerase. Fidaxomicin has a narrow spectrum of activity, with little or no activity against gram-negative aerobic and anaerobic bacteria, but demonstrates high activity against C. difficile (Table 1) [3] . Fidaxomicin reaches a high concentration in the gut with minimal systemic absorption. This article reviews and provides original data for the antimicrobial activity of fidaxomicin, including variations of test conditions and activity of its metabolite OPT-1118, as well as its kill kinetics and pharmacodynamics as related to C. difficile.
Comparative In Vitro Studies
Eight studies performed on strains isolated between 1983 and 2010 have reported the comparative in vitro activity of fidaxomicin against C. difficile [1, 4-10] ( Table 2) . A combined total of 1323 isolates were reported with a minimum inhibitory concentration (MIC) range of ≤0.001-1 μg/mL and a maximum MIC for inhibition of 90% of organisms (MIC 90 ) of 0.5 μg/mL, which are far below the fidaxomicin levels found in feces after treatment.
Hecht et al [6] reported on the in vitro activity of fidaxomicin against 110 toxigenic C. difficile clinical isolates collected during 1983-2004 in the United States, South America, and Europe. With the use of the Clinical and Laboratory Standards Institute (CLSI) [11] supplemented Brucella agar dilution method, the fidaxomicin geometric mean MIC was 0.081 μg/mL, with a maximum MIC of 0.25 μg/mL and an MIC 90 of 0.125 μg/mL. They did not note any variation of MIC related to year of isolation or restriction endonuclease analysis (REA) BI group status. A German study [4] that used the Wilkins-Chalgren broth microdilution method on isolates collected between 1986 and 2002 showed that all C. difficile strains were susceptible to ≤0.06 μg/mL of fidaxomicin and confirmed low MICs by agar dilution for a subset of isolates. A Manitoba, Canada, study [8] that used the CLSI agar dilution method on isolates collected between January and April 2007 showed that all C. difficile strains were susceptible to ≤1.0 μg/mL of fidaxomicin, with an MIC 90 of 0.5 μg/mL.
Clinical Trial In Vitro Susceptibilities
Citron et al [9] reported the activity of fidaxomicin by REA type on C. difficile isolates recovered from the fidaxomicin phase II clinical trial for C. difficile infection. Thirty-eight of 49 enrolled subjects (78%) had a C. difficile organism isolated at baseline. Four subjects grew multiple colony types, with 1 of these subjects having 2 different REA-type strains. Fidaxomicin showed an MIC range of ≤0.008-0.125 μg/mL, with an MIC 90 of 0.125 μg/mL. Samples from only 2 subjects who had a recurrence within 6 weeks of treatment yielded isolates with MICs within a dilution of those recovered at baseline. It was noted that the REA BI isolates had metronidazole and vancomycin, but not fidaxomicin, MIC 90 values that were 2 dilutions higher than that for the non-BI strains. Goldstein et al [10] reported the activity of fidaxomicin by REA type on 716 C. difficile isolates from 2 fidaxomicin phase III studies (Table 3) . For all pretreatment isolates, the fidaxomicin MIC range was ≤0.004-1.0 μg/mL, with an MIC for inhibition of 50% of organisms (MIC 50 ) of 0.125 μg/mL and an MIC 90 of 0.25 μg/mL. Analyzed by REA type, 244 of 718 isolates (35%) were from the BI group, with MICs generally higher for all 4 drugs tested (MIC 90 : fidaxomicin, 0.5; vancomycin, 2.0; metronidazole, 2.0; and rifaximin >256 µg/mL) than for the other REA types. Fidaxomicin susceptibility of baseline isolates did not predict clinical cure, failure, or recurrence for fidaxomicin (baseline MIC 90 , 0.25 µg/mL [range, ≤0.008-1 µg/mL]). No resistance to fidaxomicin developed during treatment in either phase III study, although a single strain isolated from a cured patient had an elevated fidaxomicin MIC of 16 µg/mL at the time of recurrence.
Results of studies by Ackermann et al [4] and Credito and Applebaum [7] showing more potent activity of fidaxomicin against C. difficile than those of Karlowsky et al [8] , Hecht et al [6] , and Finegold et al [5] may have been related to the inclusion of higher numbers of clones with lower MICs. Although Credito and Applebaum [7] showed an MIC 90 of 0.125 μg/mL, the MIC 90 reported by Ackermann et al [4] was exceptionally low (0.008 μg/mL), which could alternatively be attributed to lower viability of cells when dimethyl sulfoxide (DMSO) was used as diluent and/or to use of an anaerobic environment with a higher carbon dioxide concentration (15% vs the CLSI-recommended 4%-7%), because carbon dioxide can acidify media.
Effect of Diluent, pH, Inoculum, and Cations on Susceptibility Babakhani et al [12] found that variations in pH affected MICs. With use of both Brucella agar dilution and broth dilution methods, fidaxomicin MICs were unchanged between pH values of 6.2 and 7.0 but increased in a linear fashion and were 8-fold , and 57 mg/L) were also studied [12] . Neither inoculum size nor cation concentration had an effect on fidaxomicin MICs for 2 reference C. difficile strains (ATCC 9689 and ATCC 700057) [12] . In contrast, as stated by the investigators, "vancomycin MICs increased progressively with increasing inoculum concentrations" [12, . Additionally, the investigators studied the effect of various commercial lots of media on MICs and reported no fidaxomicin MIC variation when tested with 3 different lots of commercially prepared supplemented Brucella agar media.
In Vitro Studies Against Enteric Flora
Ackermann et al [4] studied the activity of fidaxomicin against a limited number of eubacteria (26 isolates), lactobacilli (8) , Propionibacterium acnes (16), Prevotella species (35), and Bacteroides fragilis (69) and found them generally not susceptible. MIC 50 and MIC 90 values were >128 μg/mL and >128 μg/mL, respectively, for B. fragilis and Prevotella species. Finegold et al [5] performed a more extensive study involving 453 intestinal bacteria and reported that streptococci, aerobic and facultative gram-negative rods, anaerobic gram-negative rods, and Clostridium ramosum were resistant, which might potentially be less disruptive to normal fecal flora. Against 50 isolates of the B. fragilis group, MIC 50 was 256 μg/mL and MIC 90 was >1024 μg/mL. They noted that fidaxomicin had activity against most clostridia, staphylococci, and enterococci. Clinical results in support of these in vitro studies were seen in the fidaxomicin phase IIA dose-ranging trial, in which 30 patient stool samples cultured for normal flora [13] showed that B. fragilis group counts were not affected by increasing fidaxomicin dosages.
OP-1118 In Vitro Activity
OP-1118 is a major metabolite of fidaxomicin that also exhibits a narrow spectrum of activity. Tested in vitro by using CLSI susceptibility testing methods against 32 strains belonging to the commensal gastrointestinal flora, OP-1118 demonstrated activity against only some gram-positive organisms, with MICs 4-16-fold greater than those of fidaxomicin [14] . Similar to the parent compound, OP-1118 was not active against gram-negative bacteria. We now report previously unpublished data regarding the in vitro activity of fidaxomicin and OP-1118 against 135 clinical strains of C. difficile isolated from patients in the 004 study who were compared by using the CLSI agar dilution method in M11-A7 [11] . An inoculum of 10 5 colony-forming units/mL of C. difficile ATCC 700057 was included as a quality control strain. OP-1118 was dissolved and diluted in DMSO to achieve final study concentrations that ranged from 0.004 to 128 μg/mL. The MIC 50 and MIC 90 for OP-1118 were 4 and 8 μg/mL, compared with 0.125 and 0.25 μg/mL, respectively, for fidaxomicin (Figure 1 ).
Low Fecal-Binding Properties
The fecal-binding properties of fidaxomicin and OP-1118 were compared with those of vancomycin by testing their antibacterial activity in the presence or absence of 5% fecal material, using a microbroth dilution method. Similar to vancomycin, both fidaxomicin and OP-1118 demonstrated low fecal-binding properties, and their MICs against C. difficile increased only 4-8-fold in the presence of feces: the MIC of fidaxomicin increased from 0.25 to 2 μg/mL, and the MIC of OP-1118 increased from 1 to 4 μg/mL, with both increases much lower than the expected gut-level concentrations following oral administration of 400 mg/day of fidaxomicin [14] .
Killing Kinetics
Fidaxomicin and its major metabolite, OP-1118, both demonstrate bactericidal activity against C. difficile strains, including the hypervirulent REA BI group strains. Exposure of C. difficile strains to fidaxomicin or OP-1118 at ≥4 times the MIC of each agent led to a ≥3 log decrease in colony-forming units in 48 hours, indicating time-dependent bactericidal activity [15] . Interestingly, fidaxomicin has been shown to be bactericidal against laboratory-generated mutant strains with reduced fidaxomicin susceptibility, indicating that with fecal concentrations that reach milligram-per-gram amounts, even mutant strains with increased fidaxomicin MICs are likely to be killed during therapy [15] .
Susceptibility Breakpoints/Resistance
Results from fidaxomicin clinical trials have not demonstrated a correlation between MIC and clinical outcome [10, 16] . Although the MIC 90 was shown to be 0.25 μg/mL in these trials, the highest reported MIC for wild-type isolates is 1 μg/mL. The only clinical isolate with reduced susceptibility was obtained from a subject with recurrence of disease 6 days following cure with fidaxomicin. The isolate at day 1 and the end of treatment had an MIC of 0.06 μg/mL, but the recurrence isolate demonstrated reduced susceptibility, with an MIC Refers to ≤0.004 μg/mL (for 0.003) and ≤0.008 μg/mL (for 0.007). Abbreviation: MIC, minimum inhibitory concentration.
of 16 μg/mL, which is still less than gut-level concentrations of the drug (mean fidaxomicin and OP-1118 concentrations were reported as 1433 and 760 μg/g, respectively) [16] . The strain with reduced susceptibility has been analyzed further, and a single mutation in the β subunit of the RNA polymerase has been identified in only the isolate associated with recurrence (unpublished data). Similar mutations in the homologous positions in other bacterial species that demonstrate reduced susceptibility to lipiarmycin, a related macrocycle compound, have been reported [17, 18] . However, the functional significance of such mutations needs to be elucidated further because laboratory-generated isolates with similar mutations are rapidly killed by fidaxomicin at 4 times the MICs [15] .
CONCLUSION
Fidaxomicin has excellent in vitro activity against C. difficile isolates of all REA types, including the epidemic BI strain. Resistance has not developed during therapy in clinical trials. Its lack of activity against enteric gram-negative flora should help maintain colonization resistance.
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